In cosmetics hydroquinone has been used as whitening agent, and recently it has been included by the European Commission in the Annex II of substances, which must not be part of the composition of cosmetic products because of their potential toxicity [10] . The use of herbal products as dietary supplements is growing nowadays. Illegal products can be confused with authorized ones so that uncontrolled intake of these compounds can cause a potential risk to human health. There is a large number of non licensed products which have been retrieved from the market because they could pose a clear risk to public health [10] . The uncontrolled use of bearberry in herbal free sale products can be dangerous since hydroquinone can cause liver and kidney toxicity after chronic oral administration [11] [12] [13] . For this purpose, research was carried out to quantify in female rat plasma the main active ingredients of bearberry leaves and to assess arbutin and hydroquinone pharmacokinetic after administration of acute and subacute aqueous arbutin solutions. Although several methods for the extraction and quantification of these compounds from plasma have been reported, data on their validation are insufficient [14] [15] [16] .
For this reason the aim of our study was to develop and validate an extraction procedure and HPLC-DAD method, according to international guidelines, in order to determine arbutin and its metabolite in rat plasma [17] [18] [19] [20] [21] .
MATERIALS AND METHODS
All chemical standards were of analytical grade. Arbutin (AR, purity≥96%) and hydroquinone (HQ, purity≥99.0%) were obtained from Sigma-Aldrich (Milan, Italy); p-chlorophenol was purchased from Acros organics (purity 99%; Geel, Belgium) and was used as internal standard (IS 
Preparation of standard stock solutions:
Stock standard solutions of arbutin and hydroquinone were prepared separately by dissolving a weighted amount of each reference standard in methanol, to obtain a final concentration of 10 mg/ml, and were stored at -20° until analysis.
Chromatographic conditions:
The HPLC analysis was performed on reversed-phase high-performance liquid chromatographic system. The substances were eluted with a mobile phase consisting of water at pH 3 with phosphoric acid (solvent A) and acetonitrile (solvent B) through a binary elution gradient as shown in Table 1 . The flow-rate was 1 ml/min, and arbutin and hydroquinone were detected at the wavelength of 230 nm, the column was kept at 25°.
Calibration curves:
Arbutin and hydroquinone solutions (10 mg/ml) were diluted with distilled water to obtain five working standard solutions with concentration ranging from 1 to 20 μg/ml. The solutions were injected using a 20 μl fixed loop system and chromatograms were recorded. A complete calibration curve was generated with each run for each of two substances. Each point of the curve was replicated six times, for each of two substances. Calibration curves were constructed by plotting average peak areas versus concentrations and regression equations were computed for both the substances.
Rat pharmacokinetic study:
The pharmacokinetic study was performed on 100 female Wistar rats obtained from Charles River, Italy 
Procedure of arbutin administration to rats:
Two aqueous arbutin solutions, 0.3 and 17 mg/ml, were prepared, respectively for the subacute toxicity and the acute toxicity studies. Fifty animals were used in the subacute toxicity study, and the remaining 50 rats in the acute toxicity study. 50 rats were used in the subacute toxicity study; 45 of them were administered twice by gavage 3 ml of 0.3 mg/ml aqueous arbutin solution and the remaining 5 were used as control and were administered always by gavage a blank solution. The other 50 rats were used in acute toxicity study; 45 of them were administered twice by gavage 3 ml of 17 mg/ml aqueous arbutin solution and the remaining 5 were used as control and were administered always by gavage a blank solution. The daily dose for each rat was 9 mg/kg for subacute toxicity study and 510 mg/kg for the acute toxicity study. The times for the sampling are shown in pharmacokinetic study section.
Plasma sample preparation:
The rat blood samples (1 ml) were obtained from posterior orbital venous plexus and were collected into tubes containing ethylenediaminetetraacetic acid (EDTA). The blood samples were then centrifuged at 12 000 rpm for 5 min to separate plasma. The plasma was collected and stored at -20°.
Preparation of buffer solution:
Buffer solution was prepared with monohydrate citric acid and disodium hydrogen phosphate (10 mM) and pH was adjusted to 5 adding 2 N sodium hydroxide. L-ascorbic acid solution (0.5 mg/ml), used as antioxidant agent, was dissolved in 100 ml of buffer solution. The buffer solution was used to prepare the Internal Standard work solution.
Preparation of standard solution:
Standard work solution of p-chlorophenol (IS) was prepared dissolving a weighted amount of reference standard in methanol, to obtain a final concentration of 10 mg/ml, and was stored at -20° until analysis. An internal standard working solution (5 μg/ml) was prepared by diluting methanol p-chlorophenol stock solution (IS) with the L-ascorbic acid solution (0.5 mg/ml). This solution was used to prepare the plasma samples. A methanol solution, constituted of arbutin and hydroquinone (10 mg/ml), was diluted with distilled water at concentration of 0.1 mg/ml and then 50 µl were added to 450 µl blank plasma to obtain 500 µl of plasma.
Extraction procedure from plasma:
The extraction procedure was a simple liquid-liquid extraction (LLE) with protein precipitation (PPT). The use of both PPT and LLE gives a clean sample. To identify the best extraction solution, several organic mixing solvents, described in (Table 2) , were investigated. The highest recovery was obtained Change of mobile phase composition during the elution with an organic solvent mixture constituted by ethyl acetate, isobutanol, propyl alcohol (60:30:10, v/v/v). 500 μl of plasma were added to 500 μl of internal standard solution (5 μg/ml); the mixture was vortex-mixed for 2 min and then 2 ml of organic phase ethyl acetate, isobutanol, propyl alcohol (60:30:10; v/v/v) were added. The mixture was mechanical shaken for 2 min and then centrifuged for ten minutes at 10 000 rpm (6000 rcf) at 20°. The extraction procedure was repeated twice and the two upper organic phases were collected and evaporated to dryness. For the evaporation, a chamber under nitrogen gas at room temperature under vacuous was used. The dried residue was dissolved in 250 μl of a mixture of acetonitrile:water at pH 3 (5:95 v/v) and then one aliquot (20 μl) was used for HPLC analysis. In the same way the plasma spiked was processed to assess the recovery ( fig. 2 ).
Method validation:
The method was validated according to the international guidelines for analytical methods [17] [18] [19] [20] [21] . The parameters evaluated were identity, specificity, sensibility, linearity, limits of determination (LOD) and quantification (LOQ), trueness and precision as repeatability.
Pharmacokinetic study:
The new validated method was used to detect the concentration of both arbutin and hydroquinone in rat plasma, after acute and subacute administration of aqueous arbutin solution (17 and 0.3 mg/ml, respectively). Each plasma sample was collected at different times: 0, 0. 
RESULTS AND DISCUSSION
The confirmation of identity for arbutin and hydroquinone was obtained by comparing the retention times of the calibration solutions with those of test samples. In all cases the retention times were 4.74 min for arbutin, 7.95 min for hydroquinone and 26.06 min for p-clorophenol ( fig. 2 ). In addition, to guarantee the identity and specificity of the analytical method, the diode array detection was used to compare the spectrum of arbutin and hydroquinone in aqueous solution with the substances separated in rat samples. Linearity and sensibility was determined through the calibration curve. Calibration curve was studied in the following concentration range: 1-20 μg/ml for both arbutin and hydroquinone. Calibration curve was replicated 6 times and the mean of the determination coefficient was R 2 =0.9996±0.0006 and 0.9996±0.0002 for arbutin and hydroquinone, respectively. The sensibility was evaluated as the mean slope (ms) of 6 calibration curves: ms=11.7783±0.5342 for arbutin and ms=28.4417±0.6167 for hydroquinone ( Table 3) . As described in international guidelines [17] , LOD and LOQ can be determined respectively as 3 and 10 times the SD of repeated measurements of a blank matrix or as "mean+3 times the SD" and "mean+10 times the SD" of repeated measurements of aqueous solution. We analyzed ten times a low level aqueous solution of each analytes under repeatability conditions. LOD was 0.0617 μg/ml for arbutin and 0.0120 μg/ml for hydroquinone. LOQ was 0.206 μg/ml for arbutin and 0.0400 μg/ml for hydroquinone (Table 3) . Trueness was studied by analyzing, under repeatability conditions, spiked materials at one level of concentration (CM). Control material (CM) was analyzed and the mean recovery (Rm%) was estimated. Results are shown in Table 3 .
Intraday and interday precision studies of aqueous solution of each analyte were carried out by estimating the corresponding responses 3 times on the same day and on 3 different days for the concentration of 0.01 mg/ml of arbutin and hydroquinone, respectively. Precision as repeatability was studied by repeated measurements (N=6) of the CM used for the trueness study. The results of repeatability are given in Table 3 .
The application of the new method allowed to evaluate both arbutin and hydroquinone in an animal model treated with aqueous arbutin solution ( fig. 3 ). The pharmacokinetics of two oral arbutin solutions were studied at nine different time points: 0, 0. A new extraction procedure and HPLC method for the arbutin and its metabolite hydroquinone in rat plasma were fully assessed and validated. The obtained data show good sensitivity, selectivity, linearity, precision and repeatability in the observed concentration range.
This validated method had allowed to assess the pharmacokinetic in animal model (Wistar rat) that could be fed with herbal products that contain the two main active ingredients arbutin and hydroquinone. The concentrations of arbutin and hydroquinone were determined in rat plasma to evaluate the potentially toxicity of commercially products containing these two substances. 
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In both the pharmacokinetics curves it was possible to observe that arbutin was quickly metabolized in the blood. The maximum arbutin concentration in the blood (Table 4) was not toxic for the rats and free of adverse events. As shown in figs. 4 and 5 and in the Table 4 , the half-life value of the acute toxicity analyses is much lower than the one of the subacute toxicity analyses; this may mean that a high concentration of arbutin in the blood induce an effective and rapid detoxification which leads to a good elimination of the substance.
The results showed only the presence of arbutin in the plasma, while there was no trace of hydroquinone that is probably present in other forms in plasma or is directly hydrolyzed in the urine.
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